Results are expressed as the median (range) increment in the median logarithmic fluorescence intensity (dMFI) of cells stained with specific antibody compared with the same cells stained wit control antibosdy. Significance was set at the 5% level.
These processes require the prolonged exposure of cells to intemperate conditions. The use of stringent isolation protocols may unduly influence the expression of cellular surface antigens through regulatory changes, shedding of, or alterations to the antigen. 6 -0 (SPSS Inc., USA). The dMFI of medium only and BFA treated cells for each antibody was compared using the Wilcoxon rank sum test for paired non-parametric data. Correlation values are presented as the Pearson correlation co-efficient. For all analyses, significance was set at the 5% level.
Results
Cell yields for both medium only and BFA treated biopsy specimens were similar (3 6+l12 v 3 9+0 8 million cells from three specimens). The presence of 0 1 % BFA during cell isolation resulted in enhanced detection of CD45, CD1lb, CD3, CD19, CD14, CDl16, and CD63. However, this was at the expense of an increase in control antibody binding ( Identification of the mixed populations present in mucosal specimens is complicated by the action of proteolytic enzymes on those antigens lacking a transmembrane domain-for example, those with GPI linkages. Several of the antigens probed in this study possess such a structure. The addition of BFA significantly enhanced the detection of both CD14 and CD 16. However, this effect on GPI linked molecules was not uniform, as can be seen from results with CD67.
The close correlation between endoscopic mucosal appearance and prevalence of certain surface antigens (CD1lb, CD54 and CD3) suggests that flow cytometry carried out on BFA treated cell suspensions derived from small numbers of biopsy specimens can yield useful results. The use ofdual labelling would enhance the efficacy of such investigations, in particular, by enabling specific cell populations to be probed. However, the relative effect of BFA on each antigen needs to be quantified. The removal ofepithelial cells would aid this process further, by reducing background autofluorescence. Importantly, the use of dilute BFA did not impair enzyme function, as measured by cell yield. This is of particular relevance to biopsy based studies as tissue quantities, and thus cell numbers, are limited.
In conclusion, the incorporation of dilute BFA during the enzymatic disaggregation of solid tissue provides a useful adjunct to the investigation ofcellular surface antigens by flow cytometry. This particular application of BFA provides some degree of protection for such antigens and may prevent isolation related changes in their regulation.
